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Dear Author(s),

This document is divided into a number of sections in which you can add your comments to the video, voiceover, and online text/PDF.   Please be aware that our policy is to do a single complimentary revision, so it is critical that all participants in this project offer their comments collectively.   In addition, please make sure that your comments are easily interpreted and transparent. 

Have fun!

Protocol Name:

Date:

Authors and Affiliations

Please fill in any missing author information not included in the video.

	Order
	Author
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Video Comments

Please fill in any comments you wish to make using the table below using the example as a guide.  If you need more space to write, please do so below the table.  DO NOT ADD CORRECTIONS TO THE NARRATION HERE.  PLEASE DO THIS IN THE AUDIO COMMENTS SECTION.

	
	Time code
	Comment
	Requested Change

	Example
	2:52
	Onscreen text says use 0.25 mM Fluo-4  
	Text should say use 0.50 mM Fluo-4

	1.
	1:48
	Onscreen text says 4 °C
	Change to 4°C

	2.
	5:56
	Video shows cells from only one population being added to the FACS tube.
	Should show 10 uL from all 3 cell populations being added to a single FACS tube. 
(please see below for audio changes regarding this same step)

	3.
	6:07
	When narrator says “create a lymphocyte gate based on the forward scatter and side scatter…” the screen does not portray this. 
	Could we extend the overview shot from 6:02 and then move directly into the first capture image (found at 6:10). 
Also, if possible, to flash highlight the red square around p1 in the image followed by flash highlighting the red square around 5000 events when the narrator speaks about forward/side scatter and 5000 events, respectively. 

(In summary, we request to remove the close up shot as it does not line up with the narration)

	4.
	7:10
	Wrong take for i.v. injection. This injection did not work, the mouse moved and the contents are still in the syringe. 
	We shot a successful i.v. injection on the 2nd take. Please use that one.

	5.
	8:36
	Site IV killing of 90% should be highlighted for both the 2 right panels. As that is also what the script says. 
	The green highlight around the 90% in the most far right panel should also be done for the middle panel as well. 

	6.
	9:50
	Images shown here are not relevant to what Dr. Haeryfar is saying. 
	Perhaps we could remove that shot, and just go back to the interview shot, as the images are not relevant to what he is saying.
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Audio Comments

This section is used to specify the changes that need to be made to the narration.   Please follow the example below as a guide to list your changes. If there is a pronunciation change, please provide a phonetic pronunciation key.  

	
	Time code
	Comment
	Step(s) in Shotlist 
	Rewritten Text or Corrected Pronunciation (highlight in bold)

	Example
	1:49
	Original Script Text: 

“Then, show the participant their electromyography, or EMG patterns, which correspond to eight specific and unique polar plots.”
	2.2
	Rewritten Script Text:

“Then, show the participant the unique and specific polar plots, which correspond to their electromyography, or EMG (pronounced E-M-G) patterns.”

	1.
	1:11
	“Once the T antigen-positive adherent tumor cell line has become fully or slightly over confluent”
	2.1
	Rewrite: 
“Once the T antigen-positive adherent tumor cell line has become fully confluent or slightly overconfluent”

	2.
	1:42
	“before filtering the cell suspension through a 70-micrometer pore cell strainer into a 15-milliliter conical tube.”
	2.3
	Rewrite:
“before filtering the cell suspension through a 70-micrometer pore cell strainer into a 50-milliliter conical tube.”

	3.
	3:23
	“After 4 minutes, arrest the lysis with 8 milliliters of complete medium”
	3.7
	Rewrite: 
“After 4 minutes, stop the process with 8 milliliters of complete medium”

	4.
	3:34
	“and filter the cell suspension through a 70-micrometer pore cell strainer into a new 15-milliliter tube”
	3.7
	Rewrite: 
“and filter the cell suspension through a 70-micrometer pore cell strainer into a new 50-milliliter tube”

	5.
	4:01
	“pulse one splenocyte aliquot with 1 microliter of irrelevant peptide”
	4.1
	Rewrite
“pulse one splenocyte aliquot with 1 micromolar of irrelevant peptide”

	6.
	4:40
	“After the second wash, resuspend the cells in 4 milliliters of fresh, sterile PBS per tube [1] and, holding the pipette at a 45-degree angle against the side of each tube for uniform cell labeling [2], add 0.025-, 0.25-, and 2-micromolar CFSE (C-F-S-E) into the irrelevant-, sitde one-, and site four-peptide pulsed splenocyte suspensions respectively [3].”
	4.3.
	Rewrite: 

“After the second wash, resuspend the cells in 4 milliliters of fresh, sterile PBS per tube, and add 0.025-, 0.25-, and 2-micromolar CFSE (C-F-S-E) into the irrelevant-, site one-, and site four-peptide pulsed splenocyte suspensions respectively.”

(we removed the 45-degree angle section as the video did not show this)

	7.
	5:56
	“Transfer 10 microliters of from each CFSE-labelled cell suspension into an individual 5-milliliter, round-bottom polystyrene fluorescence-activated cell sorting, or FACS (facks), tubes containing 200 microliters of PBS per tube [1] and load the first tube onto a flow cytometer equipped with a 488-nanometer laser”
	5.2
	Rewrite: 

“Transfer 10 microliters of from each CFSE-labelled cell suspension into an individual 5-milliliter, round-bottom polystyrene fluorescence-activated cell sorting, or FACS (facks), tube containing PBS [1] and load the tube onto a flow cytometer equipped with a 488-nanometer laser”



	8.
	6:15-6: 40
	The narrator says the exact same phrase twice.
	5.4
	The narrator skipped over step 5.5 in shotlist

	9.
	8:09
	“and calculate the specific lysis of each cognate target cell population according to the formula”
	7.3
	Rewrite:

 “and calculate the specific lysis of each cognate target cell population according to the formula detailed in the text”

	10.
	9:01
	“In addition, in this second representative investigation, programmed death-1 blockade enhanced subdominant CD8-positive T cell sites one- and two-three-specific responses.”
	8.5
	Rewrite:

“In this second representative investigation, programmed death-1 blockade enhanced subdominant CD8-positive T cell sites one- and two-slash-three-specific responses”


	11.
	9:30
	The audio quality here sounds poor? Is there a better version?
	9.1
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Online Text/PDF Protocol

Please use this table to address changes that need to be made to the online text/PDF document. Both the online text and PDF are generated from the HTML template of your article. Since the PDF is generated from the HTML by our conversion software, it may contain formatting errors. For major structural changes or more than 10 spelling or grammatical mistakes, we will require re-upload of the entire document.     

	
	Protocol Step
	Comment
	Requested Change (highlight in bold)

	Example
	1.1
	Step says “Centrifuge lysate at 2,000 x g.”
	Please correct to “Centrifuge lysate at 4,000 x g.”
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